Auditory cortex pertains to the processing of sound, which is at the basis of speech or music-related processing 1 . However, despite considerable recent progress, the functional properties and lateralization of the human auditory cortex are far from being fully understood. Transcranial Magnetic Stimulation (TMS) is a non-invasive technique that can transiently or lastingly modulate cortical excitability via the application of localized magnetic field pulses, and represents a unique method of exploring plasticity and connectivity. It has only recently begun to be applied to understand auditory cortical function 2 .
. One solution to this problem is to combine TMS with functional Magnetic resonance imaging (fMRI). The idea here is that fMRI will provide an index of changes in brain activity associated with TMS. Thus, fMRI would give an independent means of assessing which areas are affected by TMS and how they are modulated 4 . In addition, fMRI allows the assessment of functional connectivity, which represents a measure of the temporal coupling between distant regions. It can thus be useful not only to measure the net activity modulation induced by TMS in given locations, but also the degree to which the network properties are affected by TMS, via any observed changes in functional connectivity.
Different approaches exist to combine TMS and functional imaging according to the temporal order of the methods. Functional MRI can be applied before, during, after, or both before and after TMS. Recently, some studies interleaved TMS and fMRI in order to provide online mapping of the functional changes induced by TMS [5] [6] [7] . However, this online combination has many technical problems, including the static artifacts resulting from the presence of the TMS coil in the scanner room, or the effects of TMS pulses on the process of MR image formation. But more importantly, the loud acoustic noise induced by TMS (increased compared with standard use because of the resonance of the scanner bore) and the increased TMS coil vibrations (caused by the strong mechanical forces due to the static magnetic field of the MR scanner) constitute a crucial problem when studying auditory processing. This is one reason why fMRI was carried out before and after TMS in the present study. Similar approaches have been used to target the motor cortex 8, 9 , premotor cortex 10 , primary somatosensory cortex 11, 12 and language-related areas 13 , but so far no combined TMS-fMRI study has investigated the auditory cortex. The purpose of this article is to provide details concerning the protocol and considerations necessary to successfully combine these two neuroscientific tools to investigate auditory processing.
Previously we showed that repetitive TMS (rTMS) at high and low frequencies (resp. 10 Hz and 1 Hz) applied over the auditory cortex modulated response time (RT) in a melody discrimination task 2 . We also showed that RT modulation was correlated with functional connectivity in the auditory network assessed using fMRI: the higher the functional connectivity between left and right auditory cortices during task performance, the higher the facilitatory effect (i.e. decreased RT) observed with rTMS. However those findings were mainly correlational, as fMRI was performed before rTMS. Here, fMRI was carried out before and immediately after TMS to provide direct measures of the functional organization of the auditory cortex, and more specifically of the plastic reorganization of the auditory neural network occurring after the neural intervention provided by TMS.
Combined fMRI and TMS applied over the auditory cortex should enable a better understanding of brain mechanisms of auditory processing, providing physiological information about functional effects of TMS. This knowledge could be useful for many cognitive neuroscience applications, as well as for optimizing therapeutic applications of TMS, particularly in auditory-related disorders.
Localizer Session
• Start with acquiring a high-resolution anatomical image of your participant.
• Then, acquire functional images using a gradient echo EPI pulse and a sparse sampling paradigm in order to minimize any BOLD effect or auditory masking due to MRI scanning noise 14, 15 . In our case, fMRI is carried out during a melody task in which participants have to determine if two consecutive 5-note melodies are the same or different 2, 16 . A nondiscrimination auditory control task is also included, in which subjects hear two equal-length patterns of five notes, all at the same pitch of C5 and are instructed to click the left button following the second stimulus. Periods of silence are also inserted randomly among the task trials in each run. In total, 72 trials are presented in a randomized order: 24 trials of melody discrimination, 24 auditory control trials and 24 periods of silence, for a total duration of 12 min 16 sec.
• Define the stimulation site using anatomical and/or functional landmarks. One has to be aware that TMS is limited regarding the depth of the stimulation site because of the attenuation of the electric field strength in depth, and cannot expect to reach areas deeper than 3 cm 6, 17 . A crucial step is to use similar landmarks for each participant, which could be difficult because of the differences in anatomy and function between participants. Here, we target Heschl's gyrus in each participant, located using both anatomical and functional landmarks. We use masks of Heschl's gyrus provided by the Harvard-Oxford structural atlases (http://www.fmrib.ox.ac.uk/fsl/data/atlas-descriptions.html) and the TMS target is defined individually by the peak of activation within the Heschl's gyrus 2 . In addition, we also define the vertex position, which will be used as a control site to control for non-specific effects of TMS such as acoustic and somatosensory artifacts. The vertex is defined anatomically as a point midway between the inion and the bridge of the nose, and equidistant from the right and left intertragal notches. The order of site of stimulation (i.e. Heschl's gyrus or vertex) is counterbalanced across individuals.
Pre-and Post-TMS fMRI Experiment
Pre-TMS fMRI session
• Prepare the participant to go directly in the scanner. This includes removal of metal and filling the TMS and MR screening form.
• Start the MR acquisition with an anatomical and a functional scans (identical to the one carried out in the localizer session, see section 1).
Frameless stereotaxy and TMS in the MRI environment
The frameless stereotaxy system is composed of an infrared camera (Polaris Spectra), some tools and trackers (Brainsight) used for the registration procedure and a computer. The computer is located outside of the scanner room, but positioned at the entrance of the scanner room and the scanner door is kept opened during the TMS application. The tools and trackers are MR compatible, as well as the tripod (homemade) supporting the infrared camera and are therefore used inside the scanner room. The infrared camera is not MR-compatible, and therefore is positioned inside the scanner room, near the scanner door at approximately two meters from the scanner bed (see discussion for safety procedure). The TMS stimulator system is located in a room adjacent to the MRI scanner room. We use an MRI compatible TMS coil located inside the scanner room and connected to the TMS system via a 7-m cable through an RF filter tube.
• Load your participant's anatomical and functional images and the stimulation targets into the stereotactic software package (e.g. Brainsight).
Here, we will be targeting the right Heschl's gyrus.
• After the pre-TMS fMRI acquisition, remove the upper MR head coil part of the 32-channel head coil (if using the Siemens 3T scanner and the 32-channel head coil configuration).
• Next, slide down the participant on the scanner bed.
• Fix the headband and tracker set on the participant's head.
• Mount the multi-jointed arm to the scanner bed and fix the MR compatible TMS coil onto the arm.
• Verify that all the trackers and the coil are in the field of view of the camera. Here, the camera is slightly moved to the right side of the participant to enable an easier tracking of the coil displacements when targeting the right hemisphere.
• Calibrate your subject's head with the stereotaxy tools (i.e. pointer tool). This is done by coregistering several landmarks on the participant's head (e.g. in our case the tip of the nose, the nasion and the tragus of both ears) with the same landmarks on the anatomical data. In this procedure, two experimenters are needed, one close to the participant's head to position the pointer tool on the participant's head, and the other experimenter at the entrance of the scanner room to perform the registration on the computer. • Position the MR compatible TMS coil tangential to the scalp, and the coil trackers directed towards the infrared camera. The coil is oriented with the coil handle pointing backward and parallel to the midline 2 . Fix the coil position using the screws on the multi-jointed arm. • In the room adjacent to the MRI scanner, turn on the TMS system and begin stimulation. TMS is applied following a patterned protocol, i.e., continuous theta burst stimulation (cTBS) consisting in 3 pulses at 50Hz, repeated at 5Hz for 40s. We use a fixed stimulation intensity (41%) defined by the stimulator output 18, 19 . We chose this protocol as it has been shown to modulate cortical plasticity for a duration up to 30 min after stimulation cessation in healthy populations 20 , (see discussion section for safety procedure).
Post-TMS fMRI session
• Once stimulation is complete, it is important to get the subject back into the scanner as soon as possible. Remove the TMS coil from the scanner room, and remove the multi-jointed arm. Slide back the participant's head into the MR head coil. Ensure your scanner is prepared and ready to go. Our advice is to keep the body platform raised during the whole TMS session, and reduce the number and duration of localizer scans to a minimum.
• Because the effects of rTMS are transitory, the final scanning session should begin with the functional scan. Again, we conducted fMRI during a 12-min run of the melody task.
• After the final scan is complete, finish with an anatomical scan.
Representative Results
Analyses of fMRI data are conducted separately for both the pre-and post-TMS fMRI session. For each fMRI session (i.e., pre and post-TMS), the contrast between the melodies and the auditory control task shows task-related activity in the left and right Heschl's gyri, superior temporal gyri, inferior frontal gyri and precentral gyri (Figure 1 A, B) . To evaluate differences between pre-and post-TMS fMRI sessions, we perform a random-effect analysis using Student's paired t-test. Significance is determined using clusters identified by a z > 2 threshold and a corrected cluster threshold of p = 0.05. It is crucial to acquire an MR anatomical scan before and after TMS in order to get a robust registration between the two functional scans. Otherwise, the functional differences obtained could be due do misregistration issues between the two functional scans rather than to TMSinduced changes in fMRI signal. In addition, before any fMRI-TMS session (even before the fMRI localizer session), it is crucial to evaluate the stability and repeatability of the fMRI signal, to allow for quantitative comparisons of fMRI response magnitudes. In fact it could be a good idea to run some pilot studies, repeating the scans after removing and reintroducing the subject (without TMS) to test the degree to which one may expect differences due to this factor alone. The between-session comparison could be affected by non-specific TMS factors such as habituation to the MRI experiment context, including the MRI environment, as well as the task to be performed 21 . To overcome this problem one could counterbalance the order of pre-and post-TMS fMRI sessions across participants. For example, one could start with TMS and then carry out a post-TMS fMRI session, then wait a couple of hours (or days), and perform the pre-TMS fMRI session. Such design depends on the expected duration of the TMS effects and practical considerations such as the availability of the subject and of the MR scanner. Another approach is to use sham or placebo stimulations, however their use is still debated as they may not provide the same acoustic and somatosensory sensations (e.g. muscles twitches) as a real stimulation and sham TMS has been shown to have similar effects as a real stimulation [22] [23] [24] . A further approach is to apply TMS on several areas and evaluate the differences across sites; this comparison assumes that the nonspecific effects of TMS are equivalent across sites 24 . For example, the vertex can be used to control for acoustic and somatosensory artifacts that accompany TMS as we have shown here.
Timing of scan acquisition
Because the effects of rTMS are transitory, it is important to get the subject back into the scanner as soon as possible after the end of TMS. For this reason, we used an MRI-compatible TMS coil and applied TMS when the participant was lying down on the scanner bed. But if this equipment is not available, it is also possible to apply TMS outside of the scanner room 13 . However this requires more time as the participant has to leave the scanner room, and one cannot preclude secondary effects induced by motion and interaction with the experimenters. Keep the platform raised during TMS and ensure the stimuli are loaded before TMS is completed. A minimum of two researchers should be present, one responsible for the TMS session, the other one responsible for the MRI session. During the transition from TMS to the post-fMRI session, it is important to make sure that the participants are aware that they should interact with the experimenters as little as possible. The duration of the TMS post-fMRI scan is crucial and should be scheduled relative the duration of the rTMS-induced effects. It might be also interesting to carry out multiple post-TMS fMRI sessions at regular intervals after the end of the rTMS in order to map the rTMS-induced effects over time 12 .
Definition of TMS sites and depth of stimulations
Combination of TMS and fMRI can be used to target any cortical area in the prefrontal, frontal, temporal or parietal cortices. The main constraint is that the targeted area should be accessible to the TMS coil when the participant is lying down on the scanner bed, therefore posterior/occipital areas may not be accessible. The participant can also sit on the scanner bed during TMS, but in this case, the use of neuronavigation, especially the infrared camera will limit access to occipital areas for TMS.
Another limitation to apply TMS when the participant is lying down on the scanner bed is the lack of flexibility of coil positions and orientations. For this reason, in our study, the TMS coil was positioned with the coil handle pointing backwards and parallel to the midline. In a previous study, we showed no significant difference of coil orientations when stimulating the auditory cortex 2 .
Another general limiting factor in TMS studies is the depth of the stimulated areas. It has been shown that TMS may not reach areas deeper than 3cm depth 6, 17 . Therefore, in our study, it is unlikely that rTMS induced changes in the medial portion of HG, the site of primary auditory cortex; conversely, HG extends all the way to the lateral edge of the superior temporal gyrus, and this area, which is thought to play a role in pitch processing 25, 26 was very likely targeted by TMS. This consideration, of course, applies to all TMS studies. However, given the uncertainty about whether the TMS effect has reached its desired target, fMRI could help to determine objectively if such is the case or not.
Technical considerations for cTBS protocol in an MR environment
We used a cTBS protocol (50Hz), which has been so far always used outside a MR scanner room, therefore without MR compatible equipment 20, [27] [28] [29] . This is the first study that applied cTBS inside MR environment using MR compatible TMS equipment. To implement such a protocol, it is important to be aware that this set-up effectively reduces TMS output intensities by approximately 20% due to the increased impedance of the extended MR-compatible cabling running from the stimulator to the coil 30 . In addition, this output limitation could be more important for some countries (e.g. 115V power supply in Canada versus 230V power supply in Europe). Therefore, if you are using Magstim equipment, you may need to acquire an additional module (Rapid-2 Plus One Module) in order to increase the power of your system. Another limitation of combined TMS and fMRI involves the use of frameless stereotaxy inside the MR room, as the infrared camera needs to be positioned at a safe distance from the bore of the MR scanner, and should therefore be able to provide large measurement volume (> two meters). This is why we chose the Polaris spectra (NDI Polaris, http://www.ndigital.com/medical/polarisfamily.php) providing a field of view up to three meters. There are also MRcompatible infrared cameras that could be used (e.g. MRC Systems GmbH, Germany).
It is important to note that cTBS protocol may not be applied online during continuous fMRI acquisition. As we tested previously 31 and also by Bestmann et al.
32
, a silent period of 90 ms is required after every TMS pulse to avoid artefacts on the MR images due to leakage currents through the TMS-coil during the recharge period of the stimulator. Continuous TBS is composed of trains of three pulses delivered at 50Hz (20 ms between pulses) separated by 200 ms, therefore unlikely to fit in an fMRI acquisition. In addition, cTBS is usually applied only during 40s (600 pulses), which does not permit many repetitions of EPI sequences. Continuous TBS protocol is also very noisy which should result in a strong neural activity in the auditory areas, and therefore might not be suitable for investigating auditory processing. However, other modalities of TBS, such as intermittent or intermediate TBS could be applied with an appropriately long TR 20 .
Safety of combined cTBS and fMRI

Safety of cTBS
Continuous TBS has the theoretical potential of conferring a higher risk of seizure than other repetitive TMS protocols because it delivers highfrequency bursts (50Hz) and should therefore be used with caution 33 . A physician or nurse who has experience with rTMS and is skilled in the management of seizures should be within reach from the rTMS laboratory whenever a participant is being studied. One case of seizure using cTBS has been reported in a healthy man with no risk factors for epilepsy 34 where they used a higher intensity (i.e. 100% resting motor threshold) than in the original protocol 20 (i.e. 80% active motor threshold). The procedure to follow in case of a seizure is described in the safety guidelines 35, 36 .
MR compatible tools
When TMS is applied inside the MR scanner room, it is crucial that all the tools used inside the scanner be MR compatible. Here, the multijointed arm (custom-built) to mount the TMS coil was MR compatible (made with Acetal and polycarbonate), and fit within the MR bed specifications. The multi-jointed arm is particularly useful for long periods of stimulation and provides flexible positioning of the coil, and enables rotation in multiple directions. The trackers (Brainsight) used for positioning and tracking are MR compatible. The infrared camera (Polaris) is inside the MR scanner room but kept at a safe distance from the MR scanner (at least two meters from the scanner bed). Here no shielding of the infrared camera is needed, as at this distance, the magnetic field is 0.3 mT (3 Gauss) (personal communication with engineer from Siemens, 37, 38 ), which is smaller than a refrigerator magnet (50 Gauss). Regarding the TMS stimulator system, we used a portable device, which is set up in an observation suite next door to the scanner.
Parameters of stimulation
The first cTBS study in humans was by Huang et al. 20 who applied bursts of 3 pulses at 50Hz, repeated at 5Hz over the primary motor cortex, at 80% active motor threshold. Here, because we used cTBS to target Heschl's gyrus, we reasoned that using the active motor threshold as a reference measure may not be a good indicator of excitability of this brain area. In addition, we used cTBS inside the MR environment, and this setup effectively reduces output intensities by approximately 20% (see previous sections). As a reference, the study of Bestmann et al. 39 using a similar set-up (i.e. Magstim system with an MR compatible TMS coil) reported a mean intensity of stimulation of 42% maximum stimulator output in 12 participants corresponding to 70% individual active motor threshold. Here, we used 41% of stimulator output, which is therefore comparable to previous cTBS studies and fits within the safety guidelines for cTBS use, see Oberman et al. 40 for review.
It has also to be noted that several physical mechanisms of interaction between biologic tissues and static magnetic fields could theoretically lead to alteration of physiological or biochemical processes 37 . However, several studies have been published reporting that these effects are below the threshold of significance 38, 41, 42 . In addition, in our study TMS was carried out off-line, when the participant was lying down on the scanner bed and outside of the bore of the MR scanner. In this case, the main magnetic environment consists of the static magnetic field B0 which decreases with distance from the magnet; at the participant's distance, the strength of the magnetic field is around 3mT (= 3 gauss, or about ten times the strength of the earth's magnetic field) 37, 43 .
Conclusion
Combined rTMS and fMRI techniques provide quantitative means of assessing TMS-induced changes in behavior and the underlying brain activity. TMS itself enables to parse behavior in time, but there is increasing realization in the literature that interpretation of the results is not as straightforward as originally thought 4, 44, 45 . The main reason is that TMS induces changes in neural activity in the stimulated area, but also in remote areas from the stimulated site, and a change in behavior cannot provide information regarding the underlying changes in functional activity and connectivity. Therefore in our study, fMRI was carried before and after TMS. We showed that continuous theta burst stimulation applied over the right Heschl's gyrus induced an increase in fMRI response in the homologous areas in the contralateral hemisphere. This finding is in line with previous studies on visual or language processing showing a role of the homologous areas in the contralateral hemisphere after TMS-induced interference
